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(54) [38M©«||53 ThiJyi'X;<^P:/'n5^7-1fjSfeBSFffl 
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C2) 



0 10 2 10 




(1) 



ORi O 



(js;«. R 1 it7i<MW.^ttcitmm i - e ©{sar;!/ * Cif 2 ] d< r^ua +2^7 k^^tib©- 



•7-$ydii^^^l'-6©T;i'=i+~>S4*L/. Rs»i^ 



MSS^ (II) -ca^n^si^U^ h+e^^^jJ^^-f K-Cab-5 
[{k2] 




CHoO 



ORn O 



OCH3 



(II) 



Rx3 *iJ:a«Ri4 W§^?ife£K*5!IM^-*/c«y h 

^a-To ) 

Cil*S3 ] ( I ) vmiri?>it^mi. 5- 



^5fais©^. 
[0 0 0 n 

Sfc«'e©Bulg<*©Mi^:Pl«t-^fc8t)©^^JK:M-r 
40 [0002] 

mtiS^tbxcysx )cteJ:0'xiS[*i*^*i. cn6© 
^ ^xiSBa 7 >©^a^ji©?f$^-^^^<b(cmg 
tmn^^')t^^ht\x\.^z. ya'f:i-yy* 

>©afcHlMfl«J^c fe©»iX#M:/D'5^:i- y y * > 
50 nSfe©-C. 3>Ko-f5^>iSi!*JJ:CJ«y^^f>«S®?Aj: 



(3) 

5 

D f > « 1 7 ;u o >^(c > 7'D 7" > 

^ K b T ;u a > ^ i 7* a f- y :<7 > t «S[# h 

[0 0 0 3] CilhO-^V')v97.^^^m^W>^ 

Mfip y "5 V ^ (RA)-f'juni&<b ft(c^ffi«s©tt jnT lo 

)&:*i'efettitt{cSjiSpH*4>0';' 5r ^D7•Df• 
•^/i'XcD^^^iigeo-riiS*^. RAfeJ:c>*cv\riii*ip<!:T 
> - a + > 1(IL-1)-¥'M^5BB^^ (JNF a ) {c J: 0 SI 

-5<fc#^6n*, cn*-c©ic5. i**^*iHW-r 

M^^j:i'©iira*^®< < h >; {7:^m(Dm.m 

^i$'?mM<D^f^*sj;:v^/tfcimmmt vxitms 30 

[0004] MWrti^©^^fc<l:t>'»«#Stt©Mt,^3&» 
6, 1 ) 37'!r:f--fe'efCMWP_i,-8*icfcO'-13), 2 ) -fe' 

af(M«'-3*J<fcCJf-10). 4) )ate^M^*IP(^MP-14,-15,-16 
*5j:C?-17) . 5) Je-©ffeCMiilP-7,-ll,*Jj:iy=-12)©50 

©^;i-^K:^S$tiS„ cn6©i?«»«fK> 

ii>htixi,>i. cn?)i*ip©^^-?-©»MiHFMtt©3it» 40 

t£i:i)^h 1 > 2*jJ:C>*3gf©gm*5QA^RAt<:*i<<>r#K 
[0 00 5] 

itDT-of-r— ^©s**iiaw^-5MW*!i#^-rs 

[0006] 

[ssi4)s^-rs/cfc©#ia] *^Hj^6». 7 5i)^v 




ij$it3 0 1 0 2 1 0 

6 

■tfSfcM-D/c, -Tifeb^, y^t^y^ V'i^ 

M(*®a4*ia#-r*itJ&©^s«j*ti^-r5, ^mo 

[0007] 

*^Hj©v h y 2. ^'xy i?P7'af-T— fe'*/dJ^©ffr 

|g«:©gi*PIWT-S/cJ?>©SlriJ«7 7!j^-/^ 

■r^, ^^^v-f K«WiS«:fi*T^«>©-c*^<!:J: 

^tsctxs>?>, mmmit. mmmi)^^ti>m.icm-r^ 

i/^i'Viy*- (Citrus depresseO . ^^^^i' (C.tac 
hibana) . ri-i^i^ (C.leiocarpa) . 4^y5;<7> (C.tar 
diva) . i>%f]y (C.succosa) , i^*>r*>, "^lys. 
(C.kinokuni) . n'^-'*^ (Cerythrosa) . X 
(C.sunki) . =f-=f-:x'^t)A-7y^^)ly (C.delicio 
sa) . (C.nobilis) . ^>*> (C.retuculat 

a) . ^^>i^-:Jf>i^x y > (C.tanqerina) . aXKtC 
S-r'S''^:'-^!- (c.hanavu) . a-^^-f (C.nipp 
okoreana) *^e)^d:-5i¥cfc9SlRT€.C <!:d^-C#€>, ^■^ 
if-^A F«Jf^yrJl'3+i^7^#y-r Kt?**i J:< . 

WiJ b < tt. TiB©-«as ( I ) -easn^fb^Wt?* 



[0 00 8] 

[<b3] 




OR. O 



[0 0 09] (3:*. Rx»*SJS^$/di|^fg[l~ 
6©ffiiiTJl/+;l'»%aL. R,. R3*JJ:0'R«»#^ 
54iL(c*m/Si^l5/ca^Sf 1 -6©7;i/3+5^a*a 
U. R,ii]^f{l~6©igiST;U+iUS?:«T, ) 

!ff*ut^5i<yrii'3+i^77JK^-f F»ij<yy h+'>7 
I) T^$n^{b^-c&s. 

[00 10] 

[^b4] 




ORi. O 



OCHi 



(in 
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* [00 11] (^^. R^^iii<.mm'ftfdtJ(^}lm^ 
±iB©-«isc (11) v$kitii>it^<j>-mmr<Dm 
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[0 0 13] cn6©^ h+i^r'^^V-C HiSBJia«1§ 

<^3't&L"Cl>.5'ffc^iKt?*0. Two new polimethoxylat 
ed flavones, a class of compounds with potential a 
nticancer activity, isolated from cold pressed dan 
cy tanqerin peel oil solids (Jie Oian et al. J. A 
qric Food Oiem. 1997, 45, 364-368) tCieiS^tlTl^ 

•Scfc ^ u-nmrimjiip eam • ^wn -s. c i *s-c t 

[0 0 1 4] -7 h 2»i'Xy:5?P7'Uf-T--fe**fc«-e 

J:c;-13). ^©»^(JWP-2*jJ:t;-9) . X 

h a v>af<DPS(KWP-3te J:D^-ifl). M^^Mv 

h U vi'Xy ^P7'Pf-T— fe'ef®B^CI*IP-14, -15, 

-i6*jJ:iy^*-i7). -^f- y^-Ti^XKMP-?) . ^ijox^ 

;^^-42CMyp-i2x ^m^t\h<owmut.ifm'ih 

nSo *^I3©^». vh"; •:,>7;^y^D7•^7'T- 
wsmmt&. ibms. imm. mm. mm 
[0015] :f^m<Dm\^mmAt vrmtmic 

mm^m^it. 0. 1-1 0«1%T*-5<!:J:<. 

mb<m. 5-1. o*a%r&s« E^m©^fi| 
u-c». mni&mm, mimik^. mmi^^SL^. s.r 



[0016] *:^HJ(DEmB°a». W^^^-C*>-57'5^ 
20 y FOaCC^^br, jif;> 100-100Onq©S^* 

r. -0 i~i(iigsg:-^-r-5ci*i-c#^35i. cota 
**i«ti±$tf3^M^ii<fco*-e(Dj]nxa°n5:c»«-\ 

30 [0017] 

CS^t^jn *&*IS©-«-C*6i^>fi'7i/i'- (Citr 
us depressa) <D^O7'5'<F(Dg|5^%IHM0. cn 
*T42F>ttJ{cMSO. fl^^iK^-f FJfimSS^ffS. 

tbXjt ^ ^-)\^-\<Mli')ym. (4:6-6:4) ?:fflC\ ^ 
40 ililliRJRI^iaiS (340nin) ■C*::-5'-t!&*S6^B!(%tf 

F^iilTco 
[00 18] ^\y>f\^9y : 

S) 

tnp. 150-151° 

EI-MS m/z 372[M]' (CioH,„a) 

IR iy,.,(K8r)cm-^ :2945, 2835,1645,1605, 1580,1510, 14 
80,1460,1420,1400,1365,1305,1260,1215,1175,1130,11 
50 05,1065,1025,1015,1000,965,945,935,890,825,795. 



# 

(5) 

9 

UV A„axCEtOH)nni:322.272. 

'l^fy^RCCDCla)^ 7.87C2H,d,J=8.9Hz),7.02C2H,d,3=8.9 
Hz),6.59(lH,s),4.09C3H.s).4.02C3H,s),3.94C3HX2. 
S),3.88(3H,S). 

C-NWRCCDGj ) 8 177.3(G=0) ,162. 3(C) .161.2(0 ,151. 
3(C) ,148, 4(C) ,147. 7(0 ,144. 1(C) ,138. 1(C) ,127.7(CH 
X 2 ) , 12 3 . 8 (C) , 114 . 9 (Q , 114 . 5 (CHX 2 ) , 106 . 7 (CH) , 62 . 2 
(OMe) ,62 .0(OMe) ,61.8(0Mg) ,61.6(0Me) ,55. 5(0Me) . 

[00 19] yt:u^> : 

0^.137-138" 

EI-MS m/2 402[M]^ (Q^Mz^C^) 

IR ;/.a,(KBr)cm-* : 29 50, 2840. 1640, 1585, 1565, 1510, 14 

80 , 1460 , 1415 , 1410 , 136 5 , 13 3 5 , 1300 ,1275,1255,1220,12 

05 , 1170 , 1145 , 1100 , 1075 , 1035 , 1030 , 1015 , 96 5 , 950 . 905 . 

860,835,810,800. 

LA/ A. .K(EtOH)nin: 331,271, 250. 

*H-NMR(CDa3)5 7.55(lH,dcl,3=8.5,2.1Hz),7.39(lH,d, 
3=2 .IHz) ,6.97(lH,d, 3=8. 5H2) ,6. 59(lH,s) ,4.08(3H,s) . 20 
4.01(3H,s),3.96(3H,s),3.94(3H,s),3.93(3HX2,s). 

C-NiyR(CDa3 ) S 177.2(C^) ,160.9(C) , 151.9(C) ,151. 
3(C) ,149. 2(C) ,148. 3(0 ,147.6(0,144.0(0 ,137. 9(0 , 
123.9(C) ,119. 5(CH) ,114. 8(Q ,111.2(CH) ,108. 5(CH) ,10 
6.8(CH) ,62 .2(0Me) ,61.9(CMe) ,61.7(0Me) ,61.6(0Me) , 5 
6.0(OMe),55.9(OMe). 
[0020] 5-7=^^>H'>'trix^> : 

m/z 388 [M]' (Q □ Hz o U ) 
IR i/..x(KBr)cm-' :3420, 2945, 2830, 1640. 1610, 1585, 15 30 
10,1480,1460,1435,1430,1415,1365,1340.1265,1225,11 
90,1170,1145,1115,1065.1035,1030,1015,960,850,835. 
795. 

* H-NMR(CDC1 J ) ^ 12 . 53 (s , OH) , 7 . 58 (IH , dd , 3 =8 , 6 , 2 . OH 
Z), 7. 42(lH,d, 3=2. OHz), 6. 99(liH,d, 3=8. 6Hz), 6. 60(1H, 
s),4.11(3H,s),3.98(3HX2,s),3.96(3H,s).3.95(3H,s). 

C-NNR(CDa, ) S 182 .9(C=0) ,163. 9(C) ,153 .0(0 .152 . 
5(C) ,149. 5(C) ,149. 4(0 ,145.7(0,136. 6(C) ,132 .9(C) , 
123 .7(C) ,120.1(CH) ,111.3(0 ,108.8(CH) ,107.0(C) ,10 
4.0(CH) ,62 .0(OMe) ,61.7(GMe) ,61.1(0Me) , 56.1(0Me) , 5 40 
6.0(0Me). 

[0 02 1 ] >'*>-fe^> : 
EI-^6 m/z 372[M]' (QoHi(,a) 

IR v...(KBr)cin-* :2990, 2935, 2820,1635, 1595,1505, 14 
85,1460,1445,1425.1415,1345,1320,1285,1265,1255,12 
45,1215,1205,1200,1165,1145,1115,1095,1060,1020.98 
5,955.865,835,815,785,760. 

^H-NMR(CDCl3)iy 7.50(lH,dd,3=8.5,2.1Hz),7.32(lH,d, 
3=2. lHz),6.96(lH,d, 3=8. 5Hz), 6. 79(l}i,s), 6. 58(1H,S), 50 
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10 

3.99(3H,s),3.98(3H,s),3.97(3H,s),3.95(3H,s),3.91(3 

H, s). 

C-NlwR(CDa3 ) S 177.1(C=0) , 161.1(C) ,157.6(C) ,154. 
5(0 ,152 .6(0 .151.8(0 ,149.3(0,140.3(0 ,124. 1(C) , 
119 . 6(CH) ,112 . 9(C) , m. 2 (CH) ,108 . 7(CH) .107 . 4(CH) , 9 
6 . 2 (CH) . 62 . 2 (OMe) , 61 . 5 (OMe) ,56.3 (OMe) , 56 . l(OMe) , 5 
6.0(0Me). 

[002 2] 6 -7"^ h + >^^>yU5^> : 
EI-^ m/z 342 [M]* (Ci^Hisa) 

IR i>.«,(KBr)cm-^ : 3000, 2945, 2845, 1635, 1600, 1570, 15 
05 , 1460 , 1420 , 1405 , 13 75 , 1340 , 1305 , 1295 , 12 55 , 1245 , 12 
10,1185,1175,1135,1110,1045,1030,875,960,930,880,8 
40,810,800. 

^ H-NMR(CDCl5 ) 5* 7 . 87(2H , d . 3=9 . OHz) , 7 . 01(2H . d , 3=9 . 0 
Hz),6.58(lH,s),6.43(lh,s).3.99(3H,s),3.97(3H,s),3. 
94(3H,s),3.87(3H.s). 

*'C-NWR(CDa3 )^ 177.8(C=0) ,162.1(0,160.6(0 ,156. 
4(0. 156. 3(C) ,151.9(0,130. 8(C). 127.6(CHX2), 123. 9 
(C) ,114.4(CHX 2) ,109. 1(C) ,106.9(CH) ,92 .6(CH) ,61. 5 
(OMe) , 56 . 6(0Me) , 56 . 3 (OMe) , 5 5 . 4 (OMe) . 
[0023] e-f"-^ h+5^>^bfU?^>: 

EI-MS m/z 372[M]' (CjoH^oQ,) 

IR i^.aH(KBr)cm-^ :2930, 2845 ,1635.1595,1575,1505,14 
55,1435,1420,1400,1375,1340,1320,1295,1275,1255,12 
30,1210,1205.1170,1135,1120,1105,1040,1035,1015,96 
5,945.855,835,800.795. 

' H-hM^(CDCl3 ) ^ 7 . 58(l}i , dd, 3=8 . 5 ,2 .IHz) , 7. 42 (IH . d . 
3=2. lHz),6.98(lH,d. 3=8. 5Hz), 6. 61(1H,S),6.44(1H,S). 
4.00(3H.s).3.98(3H,s),3.97(3H,s),3.95(3HX2.s). 

C-N^R(CDa3 ) 8 177.8(C=0) ,160. 5(0,156.5(0 ,156. 
3(C) ,151. 9(C) ,151. 8(0 ,149. 3(C) ,130.8(0 ,124. 1(C) , 
119. 5(CH) ,111.2(CH) , 109.1(C) ,108.6(CH) ,107.2(CH) ,9 
2 . 6 (CH) , 61 . 5 (OMe) ,56.6 (OMe) ,56.3 (OMe) ,56.0 (OMe) , 5 
5.9(0Me). 

[0 0 2 4] immmn 

I. ig«SAt5cl:C>'^^ 

^-i- if)Vm^(Smi5^Ut y rf (dD -^^^ ^ 5i 
Li f e Technol oqi es , Inc. Ca' * cfc U\^d^ ' U 

«*a:ft^7K(PBS(-))«H7KS^. I&ff^i^jirf (FBS) 

»M.A.Bioproduct5 15. *^-i^y>G W5M^. MWi 
XhU^hv-<>»»?3rSSai. ri^y:^-^2 (C1ostor 
1d1um histo1ycuni ^5^, type I) HWorthinqton Bioche 
mical Co.. h U '7*>'>«DIFC0 Laboratories Co.. v 
h7;i/:^^>7k^^(u\H) . - ha:/;i/-f*h^y»j 
5->''n't-4-i^PP-3- >^>Fy;^!^;:^7x- 
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OlqG idj::ZJ^7''^-fji >ttS1qma> cAMP enzyme itnm 
unoassay system itfmershaia^^^^^MXb^lMbfCo 
[0 02 5] M^^t h'C>if-P-<+>-l aCrhIL-1 
a,2Xio'units/iiKi)«:^B:^IIJ:>). (^"^-^ 
+' prc(*IP-l)Kii:. t*;/i? (^•^'•'^•+* pr(*WP-3)5i<$*i 
cfciy^'t^t^Ja (th -nMP-i)S%(*«:^>1fX;*^E^g|5 
©Hideaki Naqas^g^fcOtltt^St^f/t. ^©fl6©li?M 

[002 61 2. -^if^fflisftttaBjafc cfco*?figiaflia© 

1) ^ ^^mmK.^im<Dmmm^mm 
f)^mmMmm. iiiiittB*afea'i;-!^-+'c3a 

#J: 9 Green hOlj^ (Green, W. T. (1971) Clin. Or 
thop. Rel. Res. 75, 248-260) iCU-^X^W^^L 
tc. tfj:t>-^. I>:»M^*PBS(-). Hank's Balanced S 
alt Solution(HBSS)*jJ:CJf0.156(w/v)ECrrA/PBS(-)(C-C)li 
'X?5feH^iffl^L. O.n (w/v)EDrVPBS(-) tpr37'C. 20 

0.125?«(w/v) h 7''»/DlVEM 4'r-37°C. 1 B#F^fflM>t 20 

A) <f/DMEML0K(v/v)FBSitir37'C. 2 

^{./>i*^6?mtt. c(omfmmmi4-c. 700 xq-cio 

[0 027] fflJ!a€rPBS(-)-Ci5fe?^L/. Syf4°C. 700 Xg 
-ClQ^aii'C^ill^lOX(v/v)FBS/CMEMK:SS U :^ O > 

y-^->;x(i5oy yi^i)t?6jii/. ifieiiaig(%i^u-c5% 

00,-95% aii^ffiT> 3rC(C-C^«U/c„ llil(C»m 

-c«. B^e&m'!jv-=¥(DfmBJ:<omm^miiiL. lo 30 

aranlIK:S2iS-&10X(vA)FBS/raorti"C55l5 CQi-95% air 

mwr. ^rcicxmmbtci^. a^ctDout qrowthu/t 

t^/c, */c. ±iBrfflC»/c^(C«:^T'^::-i/i;>C(20 
0 units/flil)*J cfciyiSKX h U::/ h v-f ix> (200m q/ml) 

[0 028] 2)'?if =m#ffliafc J:of^igfflia©^«i 

fliai/, i05«(v/v)FBS/nefftJ"C3>7;i'X> hST^il 40 

L/Cc C 0.2%(w/v)lAH/[>CMr'gt^fI. 

F (DMSO)^i CMS(XD$^?gS*^0.6~0.25%(v/v) 
(C^e S J: ^ (CgSjDL'lfc, iftt^-C 5X CO, -95%ai r^ffiTK 3 
rC-C24i^ra'f>+*-<-2^3>^. if^®*lilRLII 

[0 029] 3. •>iX:Sr>^n-:; 
lgS?gK:20%(w/v) h U i'aP§^^aCA)^4l^?gS3.3 
5K(w/v)i&SJ: ^ijn^4-C-Cl2l^ra«±^U/c^. 8,0 

ooxgrs^raii.cv^atL'/c, ^e.nifctfcis^j^-f-^i't? so 
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lli25t?f^i--r-;l'?:i^* ULaemmli©#ji (Laemmli, 
U. K. (1970) Nature 227, 680-685)(iCU'oXMMbtc 
UMm.iCmmbtCo M(,^rM7C^T«crSDS-P/*CE?: 
tft- > . ^K^ffliSji^ (20tnM Tri s A50 iiU^Vi^> 
/20% (w/v)^ y-;l//0.15«(w/v)SDS(pH9.2)){cSL/t 

«li200mA-Cli^F5IS^tfc. fe^M^ h P-fe;l/0-XM 

^V^>(^ Ji'i'^(iOK(w/v) F 7 -r 5 ;Ui7 A 

0 m Tris-HCl/0.955(wA)Naa/0.025K(wA)NaH (pH7.5) 

{caLl0^r5©:/D-;;+>y*m\ ^lr^-r'f:*->3^gS 
**5j:C>'TBS^a??S(50nM Tris-HCV200nW Naa(pH7. 
5) ) (CriKiagfejt b ljS(w/v) BSA/PBS(-)T#ig? L /t l^" 
=rpr(*MP-l*J J; CJfprx*M'-3K:>Pt-r SllXta^i^iSgK 4'Cr 
l2ll#F^fei±itL./c. l^XJa<*M^f^:^a ■>=1^>^*JcfcC>* 

Fa:/;U-'f F^yy '5A/0.4 nN 5-:/D'=e-4-i'aD- 

3-/>F';^l'^;^7x-F /lOnW Tri s-HCl AOO mM NaCl 
/sitiM i*jCL(pH8.0)K:?SL3i^i'd:B$r^^fe3-fi-/ca. >f 
^>^*iC-Cgfe^UStop solution (20iiW Tris-HCl/5 

irfyi EcnrA(pH8.0)K:-ci6fe^fl«±l/fco 

[003 0] 4 . fflBartcAMPBOjlM 

L/C. 'Xi.>-c*<^ufcPBS(-)k:rifflfia*2ft#U. $6(c 

■caeia*iii!«offiWjeBi»(2oow,^ra«:r3i3)*sfeu 

mm^M^^. mmufc^^. 4°c. 1300 xgicx^rsm 

VT'il'iL/t. ■9->:?';l'ttiOcAMPattc/*IP enzyme itimu 

noassay system^ffll^ ^#©g|fPSfCtif oTiiJ^U 
/c. •!f>7';Hjiil{CT-fe5^JU'fbiS^25Ml^Jinx., CAMP* 
r^^Mtbtc, C©K?^50Ml(CKcAHff"5lf+'jflL?fflOO 

MlSrftn^. 4°C-C2^Fa-^>+:=^'<-^'3>U/t. 'Xt^ 
t?, '^Jl'^+i^^-Hz^cAMPgiJ^lOO Ml^JJn:^. 4 

■7 /c^;!/ ^^^U^- Hz^lScAMPfc J: 0'cAMP?r25t?l^?S(C T 

mm^uc, se.«:»K^?g*i50Mim. Msr-m 

450nm-CCR3feS*iMO/c. cAMRB»|5l«tCf^gJ L 

[003 1 ] 5. •fe'7 5^>1f>f^i/^7^-a 
BfRl/ft:^«?«(i5ul){csm;®?« (5 /ii)*as*ni/1f 

■€-©^-^15al{COC»t:-^-75=->(0.6mc)/ 
ml)?r^tfl05S(w/v)T f VJlT 5 Fy^l'^fflC^TSDS-PAC 
E^tfo/c, •€'©fi> y;Hfi*i6SDS*^</cis&2.5%(w/ 
v)Triton X-lOO^^tf-f > + 3^'^-i^3>^S5?S(50niM 
Tris-HCl(pH7.5)/5 nM CaCl,/l nN Zna,/0.02X(wA)Na 
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C0.U6(w/v)i'-vi/-:/'; V7> h 7';l'-/50?6Cv/v) y 
lfife?a[C30?«(v/v) y ^>'-;l'"/lX(v/v)j^)ift! 

[0 03 2] 6. y-^yzTa-y hm 

y t* 1/ 9^ > l,cj^:6p^(m^&<Df^WPli)iM^Z-t Shirna©^ 

10 

1) ^RNAOffltH 

ffl)!a*^6CD^.RNA©}aai»ChoinczvnskifeJ: O'Sacchi©:^ 
(Chomczvnski , P. and Sacchi , N.(1987) Anal. Bioc 
hem, 162, 156-159) KS^l^ ISOGEN*ffll>rff o/d, 
[0 03 3] mm^GOtfcitlOOm dish«:TlO%Cv/v)FB 
S/OOrC conf 1 uentS U . serum-f ree©^fl^Tr' 

fit -51/. MSJcr 5^raffigU/cfI, 4°C> 12,000xg 20 

■ci5^^)i'i:^iiiL/c. *® (±)i) ^rifi^i.^^^-^ 
{ct:iQ0ra»abi^«{cja.c^^atu/c. ±»*i^*o# 

fcMRiWl:^475%(v/v)Etcm?gfe^fI. RNase-freejli® 

ffiS*«:^)Sb-8o°C{c-r ffff L fc, 

[0034] 2 ) Norher blottinc^ 
iKRNA(10ycO% denaturing solutionC56K(v/v)fonnanrid 
e/22%(v/v)formaldehvde/0.1nM ethidiun broiride/MOPS 

buffer(20 nM MOPSA nW EOTA/l mM AcONa))?rJnii'C6 
5°C. IS^fflil^ffil. *?^L/10 X dye mix loading bu 30 
ffer(0.2%Cw/v)bnoinophenol blueAO nW EDrV5085(v/v) 
qlVcerol)*l)n^-C1f>:/;U0fc. >7'JU«:MDPS buff 
erte cfc y^6 . 656CV/V) f 0 rmal dehvde?:#^ /dl3« Cw/v) T ^ n 
-;^y;U{CT^Kr<^KjL//c^. lO x SSCa x SSC; 0.15 
M NaCl/O.OlSM ^'X-^Mi' h U "i? A(pH 7.0))Itlr:^'^ 
Cl>y>:/^>(DUPOhnaS)(Cig^U, $6(CFuna4W- 
LinkerC7:f =iS/ttl^)?rffll^UVKBWK: cfc 0 RNA?:@^L 
:^c, CC)^RNA;!l^M^t?&^C<i:*x5^^')A-?'av>r 

K©^fe^^• - 5112 L/ /t. 

[0035] 3) ^>4^A7'7-^-r-^*jJ:(:;M-f:?'y 40 

/c oS!3y>7'5>?:hvbridi2ation buffer(50%(v/ 
v)fonnamid^5 x SSC/0.156(w/v)SDSA x Oenhardf s so 
lutuion/O.OZ M ^jyWii'h D A/0. 02%Cw/v) denature 
d salmon spenn CNA)ctir42°C, 2B#pa7*^''^•Y :^ U f 
'f-fe'-i'3>*tf-5/cf^. [^'P] ^IS^DNAi&^tfhvbri 
dization buffer4't?42*C. over night'C-'^-f 5^-^ 
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y >:^7>* 1 x ssc/o.i3«;(w/v)SDSteJ:c>'o.i x ss 

c/o.mvi/y')SDsvm^-'if^m^^btco ^o'ik, ^>7' 

7>*ieiii$-ti-C-80°Crx-ray film (3^;<7tt^) (C 

[ 0 0 3 6 ] 7 . ^^ >^^•i^a*^fi£ffi14©al|^ 
OonfluentCD'i7lf+'MI5?fMffl)ia (24-multiwen plate) 
*3rC*fc»42-C-C-^fi|PBl^af^. igSjS^r [^H] -a 
mino acids mixture ( I wCi/rol)^^tf 1 ml<D0.2SS(w/ 
v)LAHy»e«/non A.A. ^^^Mb. 3rCT2^ra-f >4^3. 

fc/c^CCiaiRL/. 0.2mlCD^60%(w/v)TCA^»n^4 'Cr-ov 
er nightrjKSU. 10,000 x (fCloS^fSi^'b'^M.bfc 
^. ttffi* lmlOl056(w/v)TCA'C3l3i^^L'/c(mediumiffl 
-i]. lieia»?^PBS(-)t?3|5l25fe^U. 10K(w/v)TCA 
*0.5ml^ttIL/30^TOgl^l^c^. 0.5ml(Dx^y";U : 
i-f-Jl'(3:l) :®ig"C lia?5fe^L> over niqhfC)ll£t 
/tCcell(ii:0-)o Mediuniiii^*Jj:0*celllii^<i: ^>{C0.5ml 
©0.5N NaOHtC^»Um S[W^*?Ki*i/>5^ U- 

[00 3 7] 8. 7'n;'i^ri/^>i^>Ei£^CC*f-r.5{'^ 

Mi(c>!t-r-5f'Pffl*OT©<fc^^i::^-C«IWL/c. Pent 
land<f:Needleman(D:^£(Pentland, A. P. and Needlema 
n, P. (1986) J.ain. Invest. 77, 246-2 51)fCS£-:> 

fc„ r^ci^^. |5liRU/tjS«?K50wi*ij;i>'PCE.#ii?i5 

OMlC3.125~200pg)K: ['H] PCEj;^50m 1(1.44 t«q) 
*sJ;C?PGE,5i[jfil»60Ml*/in^jg«lfI. 4-C-Cl8f^fflS 
iSSitfc, JattKM^L^C^'o/tjaai© ['H] PCE.*de 
xtranrtSS U )t charcoal^S! (0 . (E 5%(w/v) dextran/0 . 2 
55S(w/v) charcoal /0 . 9%(w/v) NaCl )) 500 M 1 {C ®lf $ -S . 
4*C. l.aOOXg-ClSiJP^MiC^^Sift. ±?t500Ml©&i* 
?S144iSf*i'>5^U-i^3>*'t'>$-(Aloka LSG-100 
0> LSC-3500)raiISL/c. 

[00 3 8 ] 9 . mmmu(Dmm^(D^(Dm%m 
>^ tru 5^>©fpffl%i^wufc, mmmmnom 

%\t. Ahmed6 (Ahmed, S. A, Cogal, R. M. and Walsh, 
1. E.J. Immunol. Methods. (1994) 170 . 211-224)© 
;^S(alamar Blue assav)tC J: «) cell counting kit(DOJ 

iNDcM)*ffl(,\ mnomi'THm^m'^'zmnbfc, t 

tjit>i5. •i>-y^ft)SaHI!a*96-wen plate{C«Si[lxi 
0* cells/ml-CliSU« 5% CQ, -95% ai r^tiT. iTCC 
Zf^m^Wl^. ^%i!iS*10K(v/v)FBS/»e*i:-C)^L/. 
48S|FKft«:alamar Blue^M^JJD:!. 4B#P^|^fef^570nm 

vmj^^wmbfc, 

[ 0 0 3 9 ] S^lfe^t^g 
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t/y f U?'>)KotiTproM4'-2C-fe'^ fe'A)jS4(C 

sa-rf^^^^^i^L'i^c (01) o prx*wp-2». mn&^m 

2{i0.64%DM5O . U->3»IL-la(l nq/ml) . U-> 
4»IL-la+0.6^«DMS0 . U->5*Jj:iyf6{JlL-la + 
5-7*y^;i/yK'U5^>C32fcJ:i>'64/xM)> l/->7fcJ: 
J>'8«IL-la+i'>yU5^>(32 *JcfcO'64MM). U-> 
9*id;y=l 0»iL-ia + >'t;u^>(32 :teJ:!yf64aM). 
U->1 l«f'+1f-^^v^>C2uhO. U->12*jJ:iyf 

1 3»IL-lQ: + ;^*>-fe5^>(32 fcd:il>*64MM)> U'-> 

1 4t5J;o*l smi-ia + e-T"^ h+>^dJ>yug=->(3 20 

2 4oa:0^64MM). efedcD^l 7«IL-la+6-f 
y h+ix>'fcrU5='>(32 *5J:iyf64MM)%5^-r, 01«C5^ 

>*5rtefi!<??K;iL-lQ; {C J; *3 U/cprc*MP-9S^*^ 

[0 04 0] S6{C. •:;lf+*i)C«fflia{C*5l>-Cfel^fi|(C 30 

(112) , S2©U->l»=J>FO-^k U 
->2«0.645ffiMSO > U->3tiIL-lci!(l nq/ml) . U 
->4»IL-la+0.64?«(]MS0. U'->5*$J:C;6{JIL-1 
-^f--iU>'b^U-5=->C32 feJ:C>'64MM). U->7 
*jJ:af8»IL-la + ^f>yU^>C32 *J<fci:Jf64uM). ^ 
->9*Jj;(yfl OttIL-lQ! + ytfU5^>C32 *ij:af64iu 
M). U-> 1 ni7^=<^tf-^^V'>(2wM). U->12tJ 
cl:t>*l 3l3:iL-lQ! + '>^>^2?'>(32 *icfcO*64yM). U 
-> 1 4*i<fcC>'l SiilL-lcn + e-f'y h=^^'>^r>yu?- 
>(32 teJ:!yf64iLtM). 6fe<i:y:i 7{*IL-la+ 40 

e-T'jt h+'>-/trU5'>(32 *icl:Df54yM)=S:S^^. 02 

> Kttl^ r 5-7^^ 5^ b* U 5^ > ifi\§im.^U^tji prt*MP 

-gS^SiH'^ffl^^u/c. prx*MP-2©Si». ^ 

[0 04 1 ] Cn6©llill^-C». 5-7^y9^;l'x'tU5^ 
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[0 04 2] 2. '^1?-+'rag!i?tlgM©proMff«iKji>f 
■r-5>tu^>©f^ffl {^s.7.^>:/nv vm. 03) 

03(C*3t,i-C> U-> l{J0.2?iDMSO> U->2tt3>h 
n-;u, u->3~5»y t'U5'> (■€-ti-?n. 16. 32 
*jJ:af64MM)v U->6{JlL-la(l ng/nil) + 0.2?aws 
a U->7BlL-la. U->8~1 2»IL-la + >'t 
(-en-en. 4 . s , le. 32*jJ:Of64uM)*5J:C^ 
U->1 3«iL-iQ! + 'f+-9-^^V> (2^i^D^^•r, 
>'N*;^;l'A»proMylP5-2 *i<fcO*-9. >'^•^;^B^ip^o^WP-l/ 
37y:f— fe\ >'^4^Jl'C»proK«P-3/X hOA7-fi/> 
lK:S!tr5fc©-c*-5, 03K:^-r<fc^K, ^\fv=f-y 
tt-Jl^+'MaS^I^SaKtJl^riL-laCCj: ^^t/cpr 
c*WP-9. pr(*WP-l (7*nr3 5y:^-i2)*5J:D''prol*P-3 

M) «:jqi$90/c, 

[0 04 3] 3. •>-!fflai5»«aMa©iffliaF«3cAMPK:iB 

a:tJ-r^trb5^>©iJW (04) 

fcru?-> (-en-en. 3.2 , 32tj<fco'ioo mm). tjj^iy^ 

5lJ7*aXiJi^7>i» El(l nci/ml)4^f , 04(C^ 

-Ti^K. •j7i^-4JM®»#iBmafcyi:^u5^>%^jnLio 

■cB^6*^^ctcAMP®iiJ]n3&5|i^$n/c„ yifu^yum^ 

3&iiNeiaig*23a L-ciNfliart T5=-Ji/M'>i' ^ — fe'^es? 

tcWI-^Sc tfeTKOri^-So — ^(ccAMPfiMWP^^K: 
*fL/r}fli$iiW(cfpffl-r^c<!:3iift]6nr*50. ±^L)fc 
y b u 5^ y<Dpr<ms.m&9mi^mi)mmHdwi^m<m 

K:^HLfcfe©r*S3i^§3i5(coi»r^>Ktt3Jife/cn 

[0 04 4] &.±icfnLfcJ:^(^yi^\y^y^{tC!^i: 

{c*jt:f^D[#»H©IR^<!:SIS(cra^Or*jO. ±12© 
7 5 F*5MI5SJ«P^«il^<i: OrW^-C*)^ C i * 
^Utri^^Stf^So 3 ^wp^i*i^^fflla©^S • 

[ 0 0 4 5 ] 4 . ^^=>fm^mmmm<Dprmm.^^cn 

■r5^tru9^>©f'Pffl (y— !f>r^a»^ vm. 05) 

05(C^-rj:5{C. >'l:fU5^>«atSiaStRIW<J«CproM 
M>-lfcJ:Ufprx*MP-3 mRNA ©^^^WfOU. $fe®llilfC 

*jw s y t >(c <fc >^<i'W©?«iJ>»-en-e 
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[0 046] 5. ['Hi7%^Wm^<DWL^i2^ (m 

6) 

m 6 K^T J: ^ iC. y t' U 5'>«»J^©*ffllia'^© r H] 

■5. 06*. *. 5|c5K*iJ:iyr5|c5|c5|c«. ^tl^tl. P< 
0.05. o.oitj Jccxo.ooi "C. 3> ha-;KD$ffl)iaiW^ 

[0 04 7] 6. y'tl7,icif^y^jyEm:^icMti>ilF 

m mi) 

E,a**ai^±«:«ifijo/c, mTP. p< 20 

0.001 -c. 3> hn->»u©lfflBaiW:tM*i*5c:i*^ 
L/TfcO. ###». P<0.001-C. IL-la^ffliai 

[0048] 7 . ?tMfflia©iiM'N©i5S (08 ) 

«©ii5i*iSS«c#K|{CW|ilU/c. 06 **». 
P<0.0ir. 3>hO-;U©iffliaiW^^j5^*'SCi% 
^LrfcO, P<o.oifci:c;o.oo 

pix**ip^%«i*fj-r-5©*^c6-r. uiffiyf'^x-di- 

[01 ] 

[A] ■[■■^■^■H|HHH •«- 

1234 56789 10 11 
I 2 3 4 » ia 14 1S 1< 17 11 
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[0 049] 
[0ffi©M^i^j:Ui?g] 

[0 1 ] 0 1 '^^=mmm!mm<oprxMJp-2isj:vf 

[02]02«. '^7-9-=t='Mgp©:#«<DproWff>-2fccfcC? 
prc*WP-9a4(C*jJ:(J-r7 KtOU^^rS^To 
[03]03». ■i;it+'MI5?tliM<DproMffiliK:*s 

[04] 04«. >^?lJ-¥Mg5lij#W<D3', 5'-cvclic 
AMP ^KfeiSfy t;U5'>©^?:m-ro 
[05] 05a. 'i?1f+*M®?flgfflja©prxAM>-l*JcfcO' 

[06]H6». ■^•9-+'H®ftjim©rH]T5yMig 

[07] 07». ^^'mfmmmmcDpaE.m.iasj: 
>' tr u ^'^©i^s^s^-r, 

[08]08». IL-la. •Y>K^^i^> 

*j cfc c;7=+i^-^ '/>T5{iao/c'i'if=t^'Miii^MjiBia© 
mm] 

tctbOMM, 
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□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

&REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER; . 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



